is related to Figure 1 and demonstrates that loss of Dlg3 leads to low penetrance embryonic lethality. Additionally, this figure shows Dlg3 contribution to planar cell polarity in the inner ear. Figure S6 is related to Figure 6 and provides more data on Dlg3 monoubiquitination by Nedd4. Also provided is evidence in MDK cells that SF-Dlg3 YA1+2 blocks normal cysts polarization. Finally, this figure demonstrates that the combined Nedd4 and Nedd4-2 knock down does not affect AJ formation.
is related to Figure 1 and demonstrates that loss of Dlg3 leads to low penetrance embryonic lethality. Additionally, this figure shows Dlg3 contribution to planar cell polarity in the inner ear. Figure 6 and provides more data on Dlg3 monoubiquitination by Nedd4. Also provided is evidence in MDK cells that SF-Dlg3 YA1+2 blocks normal cysts polarization. Finally, this figure demonstrates that the combined Nedd4 and Nedd4-2 knock down does not affect AJ formation.
Supplemental Experimental procedures describe Tandem affinity purification and LC-MS/MS, generation of expression vectors, whole-mount in situ hybridizations, RT-PCR and cell culture procedures. Figure S1 . Loss of Dlg3 leads to low penetrant embryonic lethality and planar cell polarity defects (A) Dlg3 homozygous mutants show low penetrant embryonic lethality. Crosses between hemizygous males and heterozygous females produced null animals at a lower proportion than the mendelian ratio. The chi-square test revealed that the difference in the frequency of Dlg3 mutants at developmental stage E8.5 and onwards is statistically significant (p<0.01).
There is no obvious skew in the male/female ratio in the surviving Dlg3 KO animals (11 males/13 females).
(B-C) Dlg3 null embryos show occasionally an open brain phenotype (n=8 out of 38; Figure   S1B -C) and a forebrain deletion phenotype (n=6 out of 38, see Figure 1A 
SUPPLEMENTAL EXPERERIMENTAL PROCEDURES Tandem affinity purification and LC-MS/MS
SF-TAP tandem affinity purification and mass spectrometric identification have been was added to Strep-Tactin Superflow beads and boiled before western blot analysis.
Generation of expression vectors
All full length Dlgs were amplified by PCR and fragments were subcloned in the XhoI and NotI sites of the eukaryotic expression vector pCAGGS (Niwa et al., 1991) in frame with an N-term SF tag. Wild-type Nedd4-Myc and HECT mutant Nedd4 (C-A)-Myc were previously described (Scharschmidt et al., 2004) . The different Dlg3 deletion mutants and point mutants were generated by PCR. The following primers were used:
Whole mount in situ hybridization and RT-PCR
Whole mount in situ hybridization was performed as previously described (Lickert et al., 2001 ). The antisense RNA probes for the four Dlgs were transcribed from the 3´ UTR of sequence-verified cDNA clones and sense probes were used as the control. Fragments of 3´ UTR (500 bp to 1 kb long) were amplified by PCR and subcloned into pBluescriptKS-.
Embryos were photographed using a Zeiss Stereo Lumar V12 microscope. For RT-PCR, RNA was isolated from embryos using TRIzol® (Invitrogen) and dissolved in DEPC water. 2 µg of total RNA were used for reverse transcription which was performed with the SuperScript™ II Reverse Transcriptase kit (Invitrogen) and primed with random octamers.
The following primers were used:
Cell culture HEK293(T) and MDCK cells were cultured using standard procedures. 
